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1.0 EQUIPMENT 















































Equipment Name Manufacturer Serial # 
Sorvall ST 40R Centrifuge Thermo Scientific 41662343 
Pipettes: 
2uL Rainin, Funnpipette N/A 
10 uL Rainin N/A 
20 uL Gilson N/A 
200 uL Gilson, Rainin N/A 
1000 uL Gilson N/A 
Vortex Mixers (Vortex Genie 2): Fisher 2-287164 
Scientific Industries 2-378219 
Pipette, Repeater M4 Eppendorf K404501 
Pipette Aid, electronic Pipet-Aid N/A 
Flow Cytometer, Symphony X-50 (28 color) Becton Dickinson (BD) H66096400018 
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2.0 REAGENTS 























Reagent Catalog # Lot # Expiration Date 
FACS wash buffer N/A N/A 2 months from 
(Prepared in SOP 001.01) preparation date 
PBS w/o Ca & Mg, 1X Corning, Cat# 21-031-CM 

Ultra-Comp Beads Invitrogen, Cat# 01-2222-42 

ArC Amine Reactive Compensation bead kit Invitrogen, Cat# A10346 

FoxP3 Transcription Factor Staining Buffer Set Invitrogen, Cat# 00-5523-00 

All relevant antibodies to be used 
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3.0 PROCEDURE 


3.1 Live/Dead Compensation Tube Staining (BV510) 


3.1.1. From ArC bead kit, remove reactive/positive (green-capped) bottle and vortex vigorously. 
Add one drop of beads to a 5mL FACS tube. 


3.1.2. Add 100yL of Live/Dead BV510 stock solution from SOP 002 to the FACS tube. 
3.1.3. Incubate for 30 mins at RT in the dark. 

3.1.4. Add 2mL of FACS wash buffer to Live/Dead compensation tube and vortex. 
3.1.5. Centrifuge at 400g for 5 mins at RT. Decant supernatant and blot tube. 


3.1.6. From ArC bead kit, remove negative (white-capped) bottle and vortex vigorously. Add one 
drop of beads to Live/Dead compensation tube. 


3.1.7. | Skip to Fixation step 3.2.9. 
3.2 Compensation Tube Staining (unstained + 27 colors) 


3.2.1. Vortex Ultra-Comp Beads. Aliquot 30mL of FACS wash buffer (made in Parker SOP 
001.01) + 30 drops of beads into a 50mL conical tube. Cap and shake/vortex tube. 


3.2.2. Centrifuge at 400g (1300rpms) for 5 minutes at room temperature (RT). Decant 
supernatant and blot. 


3.2.3. Vortex pellet and resuspend to 32mL with FACS wash buffer. Cap and gently invert tube. 


3.2.4. Add 0.5mL of washed bead mix to each fluorochrome-labeled compensation tube and 
negative control tube. There should be 28 tubes total. 


3.2.5. Add 0.5L of each non-BD antibody to its corresponding tube. Add 0.25uL antibody 
volume to all remaining comp tubes. Immediately vortex each individual tube after 


adding antibody. Incubate for 10 mins at RT in the dark. [1 Round of Bead Saturation] 


3.2.6. Take the remaining washed bead mix and add 0.5mL to each tube and vortex. Incubate for 
1 min. [2™ Round of Bead Saturation] 
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3.2.7. Centrifuge at 400g for 5 minutes at RT. Decant supernatant and blot well. [Note: Good 
spot to merge Live/Dead compensation tube wash step if timing aligns.] 


3.2.8. Add 0.5mL of FACS wash buffer to the intracellular tubes only (AF647, AF700, PE- 
eFluor610, PE-Cy5, PE-Cy5.5 and PE-Cy7). Vortex and cover tubes with Parafilm. Store 
at 4°C overnight. (Ready to be acquired.) 


3.2.9. To all remaining tubes and Live/Dead comp tube, add 0.5mL of FoxP3 Fixation solution 
(made in SOP 002) and vortex. Incubate for 1 hour at RT in the dark. 


3.2.10. After incubation, add 1mL of FoxP3 Perm Wash Buffer (made in SOP 002) to each tube 
and vortex. 


3.2.11. Centrifuge at 400g for 5 mins at RT. Decant supernatant and blot. 


3.2.12. Add 50uL FoxP3 Perm Wash Buffer to each tube and vortex. Cover with Parafilm and 
store at 4°C overnight. 


3.2.13. After overnight incubation, add 2mL of FACS wash buffer to all surface-staining tubes + 
Live/Dead compensation tube. 


3.2.14. Centrifuge at 400g for 5 mins at RT. Decant supernatant and blot. 


3.2.15. Resuspend each tube in 400vL of FACS wash buffer, vortex, and cover in aluminum foil. 
Store at 4°C. Begin acquisition within 2 hours. Proceed to Parker SOP 004. 


4. DOCUMENTATION 
4.2. File WS001 worksheet in corresponding study binder. 
5. REVISION HISTORY 
5.1 20180913 — Eva Silvestro — Version 1.0 
5.2 20200507 — Jennifer Jakubowski — Version 1.1 
5.3 20200724 — Jennifer Jakubowski — Version 1.2 Updated reagents 
5.4 20210811 — Jennifer Jakubowski — Version 1.3 Added Live/Dead compensation tube to SOP 
6. APPENDIX 


6.2. Reagent Mixes 
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